A goal of speciation genetics is to understand how the genetic components underlying 24 interspecific reproductive barriers originate within species. Unilateral incompatibility (UI) is a 25 postmating prezygotic barrier in which pollen rejection in the female reproductive tract (style) 26 occurs in only one direction of an interspecific cross. Natural variation in the strength of UI has 27 been observed among populations within species in the wild tomato clade. In some cases, 28 molecular loci underlying self-incompatibility (SI) are associated with this variation in UI, but the 29 mechanistic connection between these intra-and inter-specific pollen rejection behaviors is 30 poorly understood in most instances. We generated an F 2 population between SI and SC 31 genotypes of a single species, Solanum pennellii, to examine the genetic basis of intraspecific 32 variation in the strength of UI against other species, and to determine whether loci underlying 33 SI are genetically associated with this variation. We found that F 2 individuals vary in the rate at 34 which UI rejection occurs. One large effect QTL detected for this trait co-localized with the SI-35 determining S-locus. Moreover, individuals that expressed S-RNase-the S-locus protein 36 involved in SI pollen rejection-in their styles had much more rapid UI responses compared to 37 those without S-RNase protein. Our analysis shows that intraspecific variation at mate choice 38 loci-in this case at loci that prevent self-fertilization-can contribute to variation in the 39 strength of interspecific isolation, including postmating prezygotic barriers. Understanding the 40 nature of such standing variation can provide insight into the accumulation of these barriers 41 between diverging lineages. 42 43 49
to reach the ovary in the parental genotypes. Styles were fixed in 3:1 ethanol:glacial acetic acid, 184 stained using aniline blue fluorochrome (Biosupplies Australia Pty Ltd) and imaged using 185 fluorescent microscopy. Because styles were too long to be captured in one image frame, 186 several images were taken along the axis of each style and then stitched (Autostitch; (Brown 187 and Lowe, 2007)). Stitched images were visualized for data collection using ImageJ (Abramoff, 188 Magalhaes and Ram, 2004) . UI response (location of pollen rejection within the style) was 189 quantified by measuring the total style length, length of the five longest pollen tubes, and 190 length of the pollen tube "front" where the majority of pollen tubes stopped growing. In all 191 analyses reported here, UI response was calculated by dividing the average of the five longest 192 pollen tubes by the total length of the style. Thus, mean pollen tube growth is quantified as a 193 proportion of style length travelled and varies from 0 (representing no growth down the style) 194 to 1 (where pollen tubes reach the end of the style). UI was similarly quantified in the parents 195 and F 1 as described above.
197
Evaluating self-incompatibility status 198 In gametophytic SI, complete pollen rejection only occurs if both S-haplotypes in the 199 pistil match both S-haplotypes in the pollen parent. Because our F 2 population was generated 200 by self-fertilization of one F 1 individual, a simple SI/SC nomenclature cannot be applied to this 201 population. Instead, we expected that F 2 s would display 'acceptor' phenotypes, as they would 202 have at most one functional S-haplotype from the original SI parent. For example, here, if the 203 LA3778 parent is designated S 1 S 2 and the LA0716 parent S 0 S 0 , their F 1 could be S 1 S 0 or S 2 S 0 .
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During self-fertilization of a particular F 1 individual (e.g., S 1 S 0 ), pollen bearing the LA3778 (SI 205 parent) S 1 -haplotype will be selectively arrested, leaving only pollen with LA0716 (SC parent) S 0 -206 haplotype to fertilize the F 1 ovules; the resulting F 2 individuals are therefore expected to be individual and protein was extracted using 2xLSB (Laemmli Sample Buffer; 10uL LSB / 1mg 262 tissue). Samples were boiled 5min, centrifuged (10min at 20,000 x g) and the supernatant was 8 an antibody against the conserved C2 S-RNase motif, as described previously (Covey, et al., 266 2010). For HT-protein detection, extracts equivalent to 1.5mg fresh weight were separated in 267 12.5% Tris-Tricine SDS PAGE, blotted to PVDF, and immunostained (1:5000) with an affinity-268 purified antibody that recognizes both HT-A and HT-B proteins. The antibody was prepared 269 against the synthetic peptide LEANEIHNTELNNPTLQKKGGC-amide (21st Century Biochemicals), 270 as described previously (Tovar-Méndez, et al., 2017) . significantly more rapid UI response in those styles that express S-RNase compared to those 880 that do not (t= 3.374, p = 0.003). 881 882 883
